(b) 6 nt and 7 nt long sODNs enhance the activation of hTLR9 when co-administered with minH75 and have a minor effect when administered alone.
(c) At high concentrations, sODNs longer than 7 nt activate hTLR9 and, as such, contribute to the enhanced activation of TLR9. Ramos Blue cells were stimulated with a mixture of minH75 PD and sODNs PD (0, 5, 20, 80 µM) or with only sODNs PD (80 µM) as a control.
(a-c) The NF-κB/AP-1-regulated expression of SEAP was analyzed 18 h after stimulation. (Data are representative of three independent experiments. Bars represent the means of five biological replicates ±s.d.; **p<0.05, ns p>0.05, unpaired two-tailed Student t-test). TCGTT improves mTLR9 and hTLR9 activation with (a) the A-and C-class ODNs, (b) ODN1668, and (c) (a) Flowchart of endo/lysosomal fraction-enrichment steps with magnetic particles.
(b) Western blots at various purification steps, stained for EEA1 (endosomal early antigen 1), SDHA (succinate dehydrogenase complex, subunit A), and actin. Legend: nm-P and nmS, non-magnetic pellet and supernatant after removing magnetic endo/lysosomal fraction; m-E and m-P, magnetic supernatant and pellet of enriched endo/lysosomal fraction.
• PD (120 nmol) with or without TCGTT PD (1.2 µmol) or TTTTT PD (1.2 µmol). Twenty-four h later, the mice were sacrificed; the spleenocytes were stained for cell surface markers Gr1 (GR1-FITC), CD20 (CD20-PE), and CD3ε (CD3ε-PerCpVio700). Cells negative for CD20 and CD3ε were analyzed for Gr1-positivity. (d) Gating strategy for (c). 
